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The number and types of diagnostic ions obtained by infrared multiphoton dissociation
(IRMPD) and collision-induced dissociation (CID) were evaluated for supercharged peptide
ions created by electrospray ionization of solutions spiked with m-nitrobenzyl alcohol. IRMPD
of supercharged peptide ions increased the sequence coverage compared with that obtained by
CID for all charge states investigated. The number of diagnostic ions increased with the charge
state for IRMPD; however, this trend was not consistent for CID because the supercharged ions
did not always yield the greatest number of diagnostic ions. Significantly different fragmen-
tation pathways were observed for the different charge states upon CID or IRMPD with the
latter yielding far more immonium ions and often fewer uninformative ammonia, water, and
phosphoric acid neutral losses. Pulsed-Q dissociation resulted in an increase in the number of
internal product ions, a decrease in sequence-informative ions, and reduced overall ion abun-
dances. The enhanced sequence coverage afforded by IRMPD of supercharged ions was demon-
strated for a variety of model peptides, as well as for a tryptic digest of cytochrome c. (J Am Soc
Mass Spectrom 2009, 20, 349–358) © 2009 Published by Elsevier Inc. on behalf of American Society
for Mass SpectrometryCollision-induced dissociation (CID) is the mostcommon method used for sequencing peptidesand identifying post-translational modifications
(PTMs) [1], but uninformative labile neutral losses for
both unmodified and modified peptides remain a con-
sistent problem. Recently, electron capture dissociation
(ECD) [2] in Fourier transform ion cyclotron resonance
(FT-ICR) instruments, a method that involves the reac-
tion of multiply charged cations with low-energy elec-
trons, and electron-transfer dissociation (ETD) [3] in ion
trap instruments, a technique that exploits the reaction
of multiply charged cations with radical anions, have
been developed to combat this neutral loss problem by
affording complementary c- and z-type backbone cleav-
ages that leave labile modifications intact. These meth-
ods have been particularly promising for characteriza-
tion of PTMs [4–8]; however, both techniques suffer
from low fragmentation efficiencies, especially for
lower charge states [9, 10], compared with CID.
Infrared multiphoton dissociation (IRMPD) is an-
other tandem MS (MS/MS) method that has been
successfully implemented in FT-ICR, time-of-flight, and
quadrupole ion trap instrument systems [6, 11–24].
Much of the appeal of IRMPD in quadrupole ion traps
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than that for conventional CID. This stems from the
ability to reduce the radio frequency (rf) trapping
voltage during ion activation, an option that is detri-
mental for CID as a result of the decrease in energy
deposition associated with lower rf trapping voltages
[25]. This low-mass cutoff (LMCO) problem associated
with CID prohibits the detection of many diagnostic b
and y ions of lower m/z as well as immonium ions, the
latter of which are particularly useful in determining
the amino acid composition of unknown peptides.
Furthermore, these lower m/z diagnostic ions are im-
portant for de novo sequencing algorithms and can be
useful for the rapid determination of modified amino
acids (i.e., phosphorylated, acetylated, and methylated
residues) [26–28]. Because all ions are continuously
irradiated during the activation period, IRMPD can also
promote secondary dissociation of primary product
ions and thus lead to formation of a more diverse array
of diagnostic ions compared with CID [25, 29]. Several
methods have been explored to combat the low IRMPD
efficiencies of larger peptides, including reducing the
pressure and/or raising the temperature of the ion trap
[28]. For example, the Glish group developed thermally
assisted IRMPD (TA-IRMPD) [25], which involved
heating the bath gas in the ion trap to increase the
internal energies of ions. Our group has pursued pep-
tide derivatization strategies to increase the photoab-
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for dissociation [30–33].
Charge state has a significant impact on ion peptide
dissociation because of changes in peptide conforma-
tion and proton mobility, with more highly charged
states often yielding a greater array of structurally
informative backbone cleavages [9, 34]. More highly
charged peptides also have increased coulombic repul-
sion, which may facilitate dissociation compared with
lower-charged species. Iavarone and Williams [35–39]
explored the use of additives, such as m-nitrobenzyl
alcohol (m-NBA), that increase the surface tension and
reduce the vapor pressure of electrospray ionization
(ESI) droplets, thus generating higher protein and pep-
tide charge states. This phenomenon has been termed
supercharging. MS/MS has recently been used for the
analysis of these supercharged ions, revealing interest-
ing fragmentation trends such as enhanced formation of
diagnostic ions upon CID of the highest supercharged
state of proteins [38] and increased sequence coverage
upon ETD of the highest supercharged state of tryptic
peptides [9]. Although targeting ions in higher charge
states can potentially increase the number of redundant
product ions (i.e., those formed in multiple charges
states), this has not proven to be a pervasive problem.
In the present study, the IRMPD and CID spectra of
supercharged peptides obtained in ion trap mass spec-
trometers are compared. The more highly charged ions
have lower critical energies; however, increased se-
quence coverage is most notable for IRMPD, which is
attributed in part to the ongoing IR absorption and
secondary dissociation of primary sequence ions
throughout the activation period. Moreover, IRMPD
allows detection of a greater array of diagnostic low m/z
ions. Activation of higher charge states is particularly
advantageous for IRMPD since collisional cooling is
competitive with energization attributed to the very
low energy deposition per IR photon [40]. A compari-
son of pulsed-Q dissociation (P-QD) to IRMPD and CID
is also assessed in this study.
Experimental
Peptides, Proteins, and Reagents
All peptides, proteins, and reagents were purchased
from Sigma–Aldrich (St. Louis, MO, USA) except for
the following: the peptides DRVYIHPFHLVIH and
DAEFRHDSGYEVHHEK were purchased from Bachem
Bioscience (King of Prussia, PA, USA), the phosphory-
lated peptides KRpTIRR and NRVpYIHPF from
AnaSpec (San Jose, CA, USA), and immobilized TPCK
trypsin beads were purchased from Pierce Biotechnol-
ogy (Rockford, IL, USA).
ESI-MS/MS
For conventional analysis, model peptides were diluted
to about 10 M with 49.5%/49.5%/1.0% water/metha-nol/acetic acid solution before direct infusion at 3
L/min into the mass spectrometer. Peptides were
supercharged by the addition of 1–2% (vol/vol) m-NBA
into the above-citedworking solutions beforeMS analysis.
Model peptides were analyzed using a modified
Thermo Fisher (San Jose, CA, USA) LTQ two-dimensional
linear ion trap mass spectrometer equipped with a
Synrad 50-W continuous-wave CO2 laser (Model 48-5;
Mukilteo, WA, USA). Laser radiation at a wavelength of
10.6 m was introduced into the linear ion trap via a
modified back plate containing a ZnSe window [33].
Tryptic peptides were analyzed using a modified Ther-
moFinnigan LCQ Deca XP three-dimensional quadru-
pole ion trap mass spectrometer equipped with the
same Synrad 50-W continuous-wave CO2 laser [30].
Radiation at 10.6 m was introduced into the quadru-
pole ion trap through a 5-mm hole drilled into the ring
electrode. With the laser operated at full power, irradi-
ation times of 10–250 ms (LTQ) and 25–500 ms (LCQ)
were used with an activation q value of 0.1 during
IRMPD experiments. For certain tryptic peptides, the
He bath gas pressure was reduced during laser irradi-
ation to allow for greater fragmentation efficiencies. A
higher q value of 0.25 was used for CID experiments to
afford more efficient ion activation at the expense of a
more limited m/z trapping range. For all charge states,
the CID voltage or IR irradiation time was adjusted to
cause dissociation of about 100% (if possible) of the
precursor ions. P-QD experiments were performed on
the LTQ mass spectrometer with a q value of 0.7 and an
activation time of 0.1 ms. For the present study, a
product ion is considered to be detected in a CID, P-QD,
or IRMPD mass spectrum if the ion peak has a signal-
to-noise ratio (S/N) 3. Dissociation efficiencies were
calculated based on the percentage of precursor ion
abundance (based on ion peak area) converted into
product ions, where a value of 100% signifies that the
initial abundance of the isolated precursor ion is com-
pletely accounted for by the summed abundances of all
product ions. Sequencing efficiencies (SEFF) were cal-
culated based on the percentage of precursor ion abun-
dance (based on ion peak area) converted into diagnos-
tic ions (e.g., b, y, and immonium). A value of 100%
indicates that the entire abundance of the selected
precursor ion is converted into sequence-informative
product ions. Although neutral losses, such as loss of
ammonia or water, can give some useful information
pertaining to the sequence of a peptide, these ions are
often redundant or complicate spectra and are thus not
classified as informative-sequence ions. SEFF is a more
useful parameter for assessing the diagnostic value of
an MS/MS experiment, since product ions produced
from neutral losses, such as ammonia loss or via dehy-
dration, and internal fragments are not included. More-
over, redundant multiply charged product ions were
not counted in total diagnostic ion counts nor included
in SEFF calculations. For the objectives of the present
study, the term “immonium ion” is used to encompass
both immonium and immonium-related ions.
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Cytochrome c (50 M) was digested with 100 L
immobilized TPCK trypsin beads in 50 mM ammonium
bicarbonate incubated for 18 h at 37 °C. After digestion,
the excess beads were discarded and the remaining
tryptic peptides were diluted to 10 M with 49.5%/
49.5%/1.0% water/methanol/acetic acid solution be-
fore analysis. The tryptic peptides were supercharged by
the addition of 1–2% m-NBA. Working solutions were
directly infused into the mass spectrometer at 3 L/min.
Results and Discussion
IRMPD experiments were undertaken by using both a
two-dimensional linear ion trap mass spectrometer and
a three-dimensional quadrupole ion trap mass spec-
trometer. IRMPD yielded the same number of diagnos-
tic ions for both instruments; however, the irradiation
times were approximately four times lower for the
linear ion trap. The improved dissociation efficiency for
the linear ion trap is attributed to a longer laser path
length and/or better overlap of the laser with the ion
cloud. For a more systematic investigation, the linear ion
trap was used for all CID and IRMPD comparisons of
model peptides and the quadrupole ion trap was used for
all CID and IRMPD comparisons of tryptic peptides.
Model Peptides
The addition of m-NBA to the peptide solutions typically
increased the maximum observed charge state by one
through the addition of one extra proton with little overall
impact on total ion abundances. For example, by conven-
tional ESI-MS analysis the peptide KFHEKHHSHRGY
yielded a highest charge state of 4 as seen in Figure 1a.
However, with the addition of m-NBA the 5 super-
charged state emerged as the dominant ion (Figure 1b).
All four observed charge states of the peptide were
subjected to IRMPD, as illustrated in Figure 1c–f. The
IRMPD spectrum of the 2 charge state is dominated
by the intact precursor ion and only a few product ions
of low abundance. The triply protonated peptide also
exhibits relatively low IR photodissociation efficiency
(i.e., only 52% of the original isolated precursor ion is
converted into product ions), with much of the precur-
sor ion surviving the irradiation period and only a
modest number of diagnostic ions formed. Exposure of
the 2 and 3 ions to long irradiation times (250 ms)
did not yield a high degree of product ions, a factor
attributed to the competition between IR energization
and collisional cooling. However, the higher charge
states (e.g., 4 and 5) required shorter irradiation
times (100 ms), displayed much higher IRMPD efficien-
cies (up to 75% conversion of parent ions into total
product ions), and yielded greater numbers of diagnos-
tic ions. The sequencing efficiency (SEFF) ranged from 8%
for the doubly charged peptide up to 39% for the highest
charge state (5). Activation of the highest charge state byIRMPD resulted in the greatest proportional yield of
sequence-informative ions (b, y, and immonium). The 5
supercharged state of KFHEKHHSHRGY also produced
the most extensive sequence coverage upon IRMPD
with 6 b ions, 10 y ions, and 3 immonium ions. For CID
of this same peptide (Figure 2), all charge states yielded
a similar number of sequence ions (on average 4 b ions
and 7 y ions). The 3 charge state yielded the greatest
number of diagnostic ions upon CID, yet produced only
13 total sequence ions (6 b ions and 7 y ions) and no
immonium ions. High CID dissociation efficiencies
were achieved for all charge states, ranging from 68 to
87% conversion of the selected precursor ions into
product ions. Importantly, SEFF values ranged from
16% for the 4 charge state up to 36% for both the 3
and 5 charge states, all of which were lower than the
supercharged state (5) dissociated by IRMPD.
The supercharged states also yielded greater se-
quence coverage for peptides that readily absorb IR
radiation, such as phosphorylated peptides. As seen for
the series of IRMPD spectra of the phosphorylated
peptide KRpTIRR in Figure 3, the loss of phosphoric
acid dominates the spectra for the lower charge states
(1 to 3). In contrast, the greatest array of diagnostic
ions is seen for the 4 peptide by IRMPD. Figure 3
illustrates that the total sequence coverage increases
with each additional charge. Phosphoric acid loss is
significant upon IRMPD of the lower charge states but
has less of an impact for the higher charge states and is
still less substantial than that observed upon CID.
A series of 8 peptides were analyzed by both IRMPD
and CID to explore the impact of supercharging on the
sequence coverage for peptides as a function of their
size (6 to 16 amino acids) and phosphorylation status.
The results are summarized in bar graph form in Figure
4. For peptides subjected to IRMPD as seen in Figure 4a,
the number of diagnostic ions increased with increasing
charge state, with the supercharged state always pro-
ducing the greatest number of informative ions. For
CID (Figure 4b), however, this trend was not consistent
and the supercharged ion did not always yield the
greatest number of diagnostic ions. Activation of the
higher charged ions often required lower CID voltages
than lower charge states. Those peptides for which the
higher charge states produced fewer diagnostic ions upon
CID typically underwent dehydration, which accounts for
their less diagnostic fragmentation patterns. For IRMPD,
however, fewer of these uninformative neutral losseswere
seen for the supercharged states, which may be in part the
result of rapid secondary dissociation of these primary
product ions into more useful diagnostic ions. This phe-
nomenon could explain the general enhancement in the
total number of informative product ions observed for
IRMPD compared with CID.
Figure 4c shows a side-by-side comparison of CID
and IRMPD for the best-performing charge states (i.e.,
the charge state that produced the greatest total number
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the study. This bar graph comparison confirms that
IRMPD of the supercharged peptide uniformly affords
the greatest sequence coverage. This increased sequence
coverage for IRMPD is attributed to a combination of
three factors: (1) reduction in the ion critical energies for
Figure 1. ESI mass spectra of KFHEKHHSH
MeOH/H2O, (b) supercharged with 1% m-NBA
mass spectra of the protonated peptide KFHEKH
3 charge state, 50 W, t 250 ms; (e) 4 charge s
50 W, t  100 ms.higher charge states arising from some combination ofcoulombic effects and enhanced proton mobility, (2)
broader m/z trapping range attributed to alleviation of
the low-mass cutoff, and (3) ongoing IR absorption and
secondary dissociation that leads to a greater array of
ions and transformation of less informative ions (i.e.,
product ions from neutral loss of water, ammonia, or
(a) with 1% acetic acid and 49.5%/49.5%
acetic acid, and 49%/49% MeOH/H2O. IRMPD
RGY (c) 2 charge state, 50 W, t  250 ms; (d)
50 W, t 100 ms; and (f) 5 supercharged state,RGY
, 1%
HSH
tate,phosphoric acid) into more diagnostic ones.
collis
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In a manner similar to that described earlier for the
model peptides, IRMPD and CID were used to evaluate
a series of tryptic peptides from cytochrome c. The
tryptic digest was mixed with 1% m-NBA, and then
each charge state of each tryptic peptide was analyzed
by CID and IRMPD. The number of diagnostic product
ions (b, y, and immonium ions) were tabulated and the
results are summarized in Figure 5a and b, respectively.
An increasing number of diagnostic ions were formed
for higher peptide charge states by IRMPD of the tryptic
peptides, a trend not observed for CID. Also, IRMPD of
the supercharged ions consistently yielded a greater
number of diagnostic ions compared with CID. As
confirmed again in a side-by-side bar graph that high-
lights the best CID results compared with the best
IRMPD results for the series of tryptic peptides, IRMPD
of each supercharged peptide afforded the greatest
number of diagnostic ions in every case (Figure 5c).
m-NBA has been used previously to create super-
charged ions of tryptic peptides analyzed by LC-MS [9]
and we expect that this strategy combined with IRMPD
Figure 2. CID mass spectra of the protonated p
collision voltage; (b) 3 charge state, 24 mV co
voltage; and (d) 5 supercharged state, 16 mVwould further facilitate protein characterization.The dissociation efficiencies for conversion of pre-
cursor ions into product ions were also assessed for
various tryptic peptides and charge states. For example,
for the 1 charge states of EDLIAYLK and GITWK,
only 26 and 18% of the parent ions, respectively, were
converted into product ions upon IR irradiation. Con-
versely, the IRMPD efficiencies increased to 43 and 48%,
respectively, for the 2 charge state. In comparison, the
CID efficiencies ranged from 32 to 53% and 36 to 51% for
the two charge states of EDLIAYLK and GITWK, respec-
tively. For the peptide IFVQKCAQCHTVEK, the IRMPD
efficiencies ranged from 55% for the 1 charge state to
61% for the doubly charged state to 57% for the triply
charged state. In comparison, the CID efficiencies
ranged from 47 to 61% for the same peptide. Similar
IRMPD efficiencies and trends were seen for the 1,
2, and 3 charge states of TGPNLHGLFGR and the
2 and 3 charge states of HKTGPNLHGLFGRK.
SEFF values were also compared with the more tradi-
tional dissociation efficiencies for the tryptic peptides
described in the previous paragraph. CID of EDLIAYLK
and GITWK yielded SEFF values ranging from 6 to 5%
e KFHEKHHSHRGY (a) 2 charge state, 29 mV
n voltage; (c) 4 charge state, 17 mV collision
ion voltage.eptid
llisioand 5 to 10% for the 1 and 2 charge states, respectively.
354 MADSEN AND BRODBELY J Am Soc Mass Spectrom 2009, 20, 349–358Conversely, SEFF values obtained by IRMPD for the same
two peptides in the singly charged and doubly charged
states ranged from 4 to 27% and 2 to 30%, respectively. For
the peptide IFVQKCAQCHTVEK, the IRMPD SEFF val-
ues ranged from 8% for the 1 charge state to 19% for the
2 charge state and up to 21% for the 3 charge state. In
comparison, the CID SEFF values ranged from 11 to 19%
for the same peptide. Thus, although IRMPD often re-
sulted in lower dissociation efficiencies (i.e., percentage of
original isolated precursor converted into total product
ions) compared with CID, the SEFF values (original iso-
lated precursor converted into diagnostic product ions)
for the supercharged states were often higher for IRMPD.
This increase in the SEFF values for IRMPD of the highest
charge states reflects both the diminishment in uninfor-
mative neutral losses (e.g., H2O, NH3) and reduction in
Figure 3. IRMPD mass spectra of the protonat
state, 50 W, t  14 ms; (b) 2 charge state, 50 W
(d) 4 supercharged state, 50 W, t  10 ms.the formation of internal ions compared with CID.Figure 6 shows the trends in the distributions of b, y,
and immonium ions for one representative tryptic pep-
tide, HKTGPNLHGLFGRK, in a quadrupole ion trap
obtained by CID as the CID voltage is varied or by IRMPD
as the irradiation time is varied. Figure 6a and b show the
distributions for the 3 charge state and the results for the
2 charge state are shown in Figure 6c and d. At longer
irradiation times for the triply charged peptide, IRMPD
yielded significantly different distributions of product
ions, including immonium ions and more b and y ions,
compared with CID. For IRMPD, higher irradiation times
were needed to dissociate the doubly charged peptide and
the sequence coverage was lower. For CID, the total
number of sequence ions observed was the same for both
charge states. On average, a total of 12 b and y ions were
seen for both charge states using CID, with one additional
osphorylated peptide KRpTIRR, (a) 1 charge
14 ms; (c) 3 charge state, 50 W, t  14 ms; anded ph
, t b ion and one fewer y ion detected for the 2 charge state,
V (2
355J Am Soc Mass Spectrom 2009, 20, 349–358 IRMPD AND CID OF SUPERCHARGED PEPTIDEScompared with the triply charged species. For the 2
charge state, an average of 7 b, 2 y, and 3 immonium ions
were seen when using IRMPD. Conversely, the average
total b and y ion count increased to 16 (7 b and 9 y ions)
and an average of 5 immonium ions were seen with
Figure 4. Number of diagnostic ions (y, b, and i
peptides (a) using IRMPD (b) and CID. The b
method (e.g., IRMPD and CID) are compared in
(1), 116 ms (2), 84 ms (3), 51 ms (4), and 4
average collisional voltages of 40 mV (1), 26 mIRMPD of the 3 charge state.Secondary Dissociation of Product Ions Using MS3
To further explore the occurrence of secondary dissocia-
tion during IRMPD, a product ion stemming from the
neutral loss of water and another that incorporates the
nium) from different charge states of protonated
erformers (i.e., most diagnostic ions) for each
he average IRMPD irradiation times were 98 ms
(5). Activation times for CID were 30 ms with
), 20 mV (3), 16 mV (4), and 14 mV (5).mmo
est p
(c). T
8 msaddition of water were selectively isolated and subjected
(3)
356 MADSEN AND BRODBELY J Am Soc Mass Spectrom 2009, 20, 349–358to a second stage of ion activation in MS3 experiments
(Supplemental Figure 1, which can be found in the elec-
Figure 5. Number of diagnostic ions (y, b,
cytochrome c (a) using IRMPD (b) and CID. The
method (e.g., IRMPD and CID) are compared in
ms (1), 123 ms (2), and 50 ms (3). Activatio
voltages of 0.93 V (1), 0.53 V (2), and 0.42 Vtronic version of this article). The 3 charge state of thepeptide DRVYIHPFHL was collisionally activated to pro-
mote dehydration, resulting in the [M  H2O]
3 ion of
immonium) of various tryptic peptides from
performers (i.e., most diagnostic ions) for each
The average IRMPD irradiation times were 209
es for CID were 30 ms with average collisional
.and
best
(c).
n timhigh abundance. This product ion was then isolated and
357J Am Soc Mass Spectrom 2009, 20, 349–358 IRMPD AND CID OF SUPERCHARGED PEPTIDESactivated by IRMPD, thus resulting in the formation of
two abundant b sequence ions and one immonium ion but
very fewsecondary ions attributed touninformative losses of
water or ammonia. The triply charged DRVYIHPFHL also
produced a primary product ion, [b9  H2O]
2, of high
abundance upon CID. This product ion was isolated and
subjected to IRMPD, yielding three abundant b sequence
ions and one immonium ion as well as a few internal
product ions of low abundance. TheseMS3 results suggest
that the less informative neutral loss and neutral addition
products ions that are commonly formed upon CID (or
IRMPD) can be converted tomore diagnostic product ions
upon further activation. Since CID is a resonant process that
causes energization of solely the selected precursor ion, it is
only the nonresonant IRMPD method that can successfully
convert the less informative primary product ions into more
informative secondary product ions.
P-QD Comparison
As a final comparison, the tryptic peptide HKTGPNLH-
GLFGRK in the 3 charge state was subjected to P-QD
[41], to assess the total number of diagnostic ions since this
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Figure 6. The distribution of diagnostic ions as
for protonated HKTGPNLHGLFGRK (3) (a) C
CID, and (d) IRMPD.dissociation method, like IRMPD, alleviates the LMCOproblem associated with CID. P-QD entails activating the
precursor ion at a high q value and high CID energy for a
short time and then quickly lowering the trapping rf
voltage to detect product ions of low m/z. At a P-QD
voltage of 46 mV, only four diagnostic ions were ob-
served, with much of the ion signal attributed to undesir-
able internal fragments atm/z values that clutter the range
where b and y ions would be found (Supplemental Figure
2). As the P-QD voltage was increased to 53 mV, the total
ion abundance was reduced by 85%, the level of noise
increased, and a total of only two sequence ions were
detected (spectrum not shown). Increasing the P-QD volt-
age beyond 66 mV decreased the total ion abundance by
over 99% and the noise level obscured any fragment ion
peaks. For comparison, when this triply protonated pep-
tide was subjected to IRMPD, 22 diagnostic ions were
producedwith a low abundance of uninformative internal
fragment ions (Figure 5a).
Conclusions
IRMPD of the supercharged states of peptide ions
resulted in the most informative array of sequence ions
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ID, (compared with dissociation of lower charge states by
358 MADSEN AND BRODBELY J Am Soc Mass Spectrom 2009, 20, 349–358IRMPD or upon dissociation of any charge state by CID.
In addition, the number of immonium ions was dramat-
ically increased with IRMPD of supercharged ions,
which could aid in identification of PTMs. In general,
the total number of diagnostic ions increased with
increasing charge state for IRMPD. This trend was not
observed for CID, however, and often lower charge
states led to the greatest number of diagnostic ions.
IRMPD of supercharged ions is anticipated to be par-
ticularly beneficial for larger peptides or proteins to
maximize sequence coverage.
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